INTRODUCTION
cDNA concentration. Mastermixes were prepared for each target gene experiment 1 and a temperature melt curve step was included at the end of all qRT-PCR 2 reactions. Thermocycling parameters were as follows: 95°C for 20, 95°C for 3 3 seconds, 60°C for 30s (data collection, Cq), 95°C for 15 seconds, cycle 39 more 4 times, 60°C for 60 seconds, slow temperature ramp 1% (data collection; temperature 5 melt curve), 95°C for 15 seconds, 60°C 15 seconds. All experimental samples were 6 performed in triplicate repeat and negative controls in duplicate repeat for each of 7 the six reference genes. (Hellemans et al., 2007) . BestKeeper ran entirely from raw Cq values and corrected 1 from that of the calibrator sample. This ΔCq value was then corrected for 2 amplification efficiency (E) by multiplying ΔCq to the base percentage amplification 3 efficiency (represented as a value between 1 and 2). The efficiency-corrected 4 relative quantities were then normalised to the endogenous control genes by dividing 5 by the geometric mean (geoM) of the efficiency corrected delta Cq values calculated 6 for each of the control genes (ΔCq ref) in the same manner as described above. In the embryo, geNorm placed Lhis2a and Lube2 as the most stable pair of genes, 9 with a combined stability score of 0.196 (Table 2 ). The inclusion of any number of 10 the genes provided a V score of <0.15, indicating that the combination of genes will 11 provide a reliable normalisation factor (PrimerDesign 2014). The lowest V score was the three tissues, the embryo analyses yielded the best scores, followed by 23 ovotestis. Lef1a was consistently found to be the least stable gene in all tissues. 1 Individually, all six gene targets were found to provide stable endogenous controls 2 across all tissues, with the possible exception of Lef1a. However, the best individual 3 gene and combination of genes differed between tissues used and analysis program.
RESULTS

4
As it is recommended to use more than one control gene in combination in an 5 experiment, then a tissue specific analysis is advisable prior to the experiment 6 proper. Whether adding a third gene is worth the additional time and resources will 7 depend on the individual experiment and the extent of the increase in stability 8 gained.
9
For our analysis of gene expression in the early embryo, we used a 10 combination of Lhis2a, Lube2 and Lyhwaz/Lrpl14. A key finding was that transcripts 11 of all genes except dextral-derived Ldia2 were relatively depleted in the embryos 12 ( Figure 2 ). In comparison, the frameshifted version of Ldia2 was severely depleted in 13 the embryos (Figure 1 ), but these differences were less evident in the ovotestis and 14 not evident in the foot tissue ( Figure 2 ). The conclusion is that ability to detect the 15 dynamics of nonsense mediated decay of RNA must therefore be highly dependent 16 upon the tissue used.
17
Genes to use as endogenous controls in different tissues 18 Within the embryo, all three algorithms ranked Lhis2a as the single most stable 19 single gene, but there was less consensus for the rankings of the remaining 20 endogenous controls. Generally, Lhis2a, Lrpl14 and Lube2 were in the top three 21 most stable genes across software and tissue ( Lef1a was consistently ranked least stable in all analyses of foot and ovotestis 4 tissue, and often in the embryo, interesting because it has been a common choice by 5 others as an endogenous control (Foster, Lukowiak & Henry, 2015; van Nierop, et 6 al., 2006) . However, we found that it is still acceptable for use, just not necessarily 7 the gene of choice. The reason for the relatively poor performance may be due to a 8 low level of expression rather than variable expression, indicated in the amplification 9 efficiency experiments (Table 1) . Lef1a may thus provide a reliable endogenous 10 control gene when using an increased cDNA concentration.
11
Compared to the other tissues assessed, the embryo was found to be least 12 variable (Figure 2 ). There are many reasons why some tissues may be more 13 variable than others. In our experiments, it was difficult to temporally control the 14 extraction of the ovotestis (e.g. time since egg-laying), and especially to make sure 15 that it was free of contaminating hepatopancreas. In comparison, the embryos were 16 from a clean and temporally controlled sample. 
